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Study ID: GLPl 290 

I. lntrod~ 

Client: Sterilex Corporation Protocol Number: Pl 331 

PROTOCOL 

AN.TIMICR~"{!J;iBI· AL ' '❖:...,, .. ~~ ' ... 1J•·· : 

TEST LABORATORIES 
Protocx:,I for GLP AOAC U1a-Dilulion Method 

P1331 

P.,ge 2 uf 13 

This dot~.,,.,,, d•loff> the mol«iols ac.d p:oc..dure lor .,...,•ualing lhe t!flr..cy o! ~qv,d d111nfom:ni:s uw,g ir.e "OAC 
U•••O.lulion 1'1corod "' oxor;l:~u ,.._-t,. GIY.>d la:,oroloty Proctice Slart:fard• IGLPSJ <tipdo,ad by _.O CfR I 60. Tnis 
doc:Qrrcr,-t abo -c.u=l'crin: lhtt ~arm:. aid c.ondirion~ a!" 1e:'M9.,. 

II. Furpaso 

rno pu,r,o .... ol lhi1 •tudr ;, lo C<l(sll ... ~· the tffi(c,(y <>I l!·t 11111 ,ul,stonc-. OQtnMI . ... !<,st S\'""--41"1 lmicn,;,,--goniu11) ~ 
1he lflo!<•~~d lto.t~ ,.,,,.,.,.,.J, 

111. Juoilllcrdh,n fat ihe Si!ledicn cf fed~ [Miaoo,vanis:n) 

The, Un~cd StDl<>o En'lironrncnlal l'r<:tcc1ion /lgl,ncy tUSEPAJ raq-";,,.. spocifc c.nt11no<tobiol claims made lar di,,r.:odants 
fur ,..,. on hard ••-n1>,:cs ""d oolci in :ho Un~ad Stale:,: l'O bo ""!'flO~ood b,, fllle.vanl l!O•• ~m• (m..-,corg:,n;,.m,) 
autlin9d ;,-, SPA P-rodud l'nrlormon~,. Tnt Gvidc,&no~. OC$!'P 41 I) 2l00, {)i1i,,f~c1;11i, ;« U"' "" l".<11d 5c,,lu(,tt. 
Ett;caq, Dok> ~eco1nmo:,clcho"'1 ond oll'M 1eloled f PA gu;<f""'"· 

IV. T.etmsand CondfflGf'ls 

Seadi~ by Anr:m>:!'Cl:biol ';as: lob=rararie!: ate corduc::od ,n accoraonc,a w.- ' gonorol lQrnu oi,d a:,ndnior..G pos.:od on 
ww,,,An1invcrobic,1'T..-,Laboraloric::.com,'k:rmLhlm 

Pr,.-,, IQ ,1.rdy 1nilia11cn, Anlimirrob,:,I Te<!<1 lobot"1o<~ Mlill ,tcel.e the owrow.J ,u'l:f 1'Dntd ;;roloco\, 1,,1 ••b~~ce 
and t>C>r""'"'• C"honr,o; lo t!,o, sig.,e,cJ,. oppr<>YOO p<ctc<al ,.,11 ••qvi,e o""'i:dnu,r..1 ord "'">" '"'"" cddil,on=I fen . 
Cun~ell:illo" ol ~,e ,lvo~ony t<m!! otter t~ ... prolot<:I h,s 1;.,.,n :igr,e<I ...,;Jt rHufl in a ccum,KaNon ~ oi up~ IOD't, af 
1h., total .t..•J'f c.o,t 1o b., "'"1errT,ned by labo.'Olefy management l:1 Its sl>k: dio:rctior,. 

P11titT, acbial Test lob:,..-atotico M'Oy1C!)Q"1 ~1...-lics, fr"" otchor~. in Iha ••tnl of ur,illt$r.ded pr01ncal flDn­
cordor~c", if~ .. nOJt-(Ol\iorm:,nc,, ;, dolermir-9d by rt,., Slvdt Dirfetor 1<> h:»t oflected tl,e ,111Cy e.~COM~ If the 
n..,irdlz<,hcn ~~hltn ~ ·foe(! lor o aiv:Sy it rtt,I 1>!e<,ao'8, 1hu 1,;</y ..,n b, dt11n1100 • ico,ndu-.;,,,..~ <i id 1h., S!ady 
Spa,"°' .,.,if b• t\>ll)C.1,iil,I, for !ii<! co,I of !11,e ,11.dy. h ccfdohon, the Sludy Sp.,~.s::,r i, ••"!"'""!:le!« lhe <at: of oil 
,iv<J,.., ;:e,fo11ncd 10 «111firm ,,.._. ov1<.ome of Q P••••o"' ,1V<i'v <and lor .,,,,.,rin;; lhot 1he .i~dy ,-,11 m""1 ~ rcgvlo»y 
obiect,.,,,. 

lhi:- ~dr 5plorn.or rTA.t~ obfam written canu:n: frcrr~ .Anlimicrobiot Ten labora1orici;. ro 1.11<: or ~blish i:s pn,.tocob, 
~y report, (or p:,1s !h.rcof). loQo- u •rr,ployee norr.eo for T<1cia:tin11 pun:oac•-

le;t iubm,n:,c ch:roclcriJ.allon o• IO conlcnl, ::<~'i:ili>1, c,c., io !he r<:si,onsibir.ly ci the Study SpQtlSQf. lhe 1H1 ~ub,::,,nc:11 
o!iall be ch::octuraed by the =poru.or pricr101hc cornpra~on of !his S:Ud)' . 
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Study ID: GLPl 290 Client: Sterilex Corporation Protocol Number: Pl 331 

PROTOCOL 

ANTIMICR~l\\.~BIAL 
TEST LABORATORIES 

Prolocol for GLP AOAC U18-0ilutioo Metnod 
P1331 

fg90 J of 1'3 

V, T NI Subm1101 ldon1ificotion, Otoraderimtion, c,nd Handlil'G 

~I ,.,,1 ,vb,lor.t.tt v:.ed lo 1Vbfl(1nho1'! onl,mlO'Obiol oi/ia,cy cloir,,r; will be raonJ!aa.,,cd or otherwise, l<'Slod al the 
lower oc:11{,ecf limtl I U), 

T mt Sul>slanoc Nam,: - Slerllmt Ullta Olilnf6dont Cito net Solution l 
Lot N,,nibe•l•I - AMl-2.U. 
Acli·•• k11>recli,nl & Con,.,.'llrolion - 511a alladwd Certificalw ol MD!t,ri, 
Mon-.il<lcfv<ot Dole - 23F61201S 
E,p,ral1ot1 Oa1e • 23f-EB20l6 

r c.d Svlmanoo Norm, - !i.~leic Ullto Dlt/nf«lont Cl""w Solution 1 
Loi 1'1wnbcrl•I • Mll-258 
Activo lngrcdiont & Cor.Lelllralion - S.. ottoched Cet1ific,ale of Anc~, 
Mon,1•:,0...., Dale - 23FS2D15 
E>pirolion Colo - 23FS2016 

Tut Subtlvn<.',1 No1118- ~ra.,r UllroJ\dMIIDr Sclulian 
lOI Nvmber(,J· AMl -1298 
M>w lnen:di,,nl a. Conc.ent>ol,c,, - NJ/I, 
Manuiat111rc: Dale - 03m2015 
Etopiration 0- - 03>.Plc2016 

Test Subtloncc Nome - Slarib Ultro AdMllar Sc&.,tian 
l ol Numbtf($1, AM1 -129A 
AdWe l"D'•diflnl & Conccnt101><1n - WA 
,V.Onu4Dtt~,., Out.I - Olm:2015 
!:lpin,lion Oat<.-- 03Al't2016 

Spcoal Hon::1l "9 Kcqu;,..,..,~., - None 

Teu <vliP<Jnc• a,orac:ari><t"""' a, "D a,nh>n,, s1obnity, c,tc., jtO CfR. Part 160, ,,.,d Sub pc•• f 1160 l05LI •• lh8 
l'oMpor.sibJofy of 1he S1ud), Spon<or. Tho :or. "'bs:a~ca oh I be, e11aramnzed by ,he Spantar ;:,oar lo lh..- ....:mple1io11 of 
ll-,, ,tod.,. 

• lht, ll!SI ""b.tonc, 11 ttc,nd o• ornb••"' l<oomJ lompc>rorurc und..- Huorc,c.cnr lightr-9 o •in o cabinet 

Jhc,-. "11bmtnce " shlic"n or .,._s,._.,,.,,. ,.,.,..., ... n itm'll~iol•!r pr,or lo = {,l cpi,lic:able}. 
1ha 1a,1 ,ubuonca i< hondlod ~olelv in oa:ord0n<<' ... ~h t'le t hemitel ro>lo ,t rroy ,:o~. ,tot,,::' in ~ t,1.';0S er l,y h, 
Sluay St,o""'' (h,,mg 1twi ,a .. •,:a of pnMtudy cc:mm•'tlica1ion. 
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ANTIMICR9,JBIAL 
TEST LABORATORIES 

Study ID: GLPl 290 Client: Sterilex Corporation Protocol Number: P1331 

PROTOCOL 

.tt.--: .... ♦• 

ANTIMICR{fJitBIAL 
EST LABORATORIES 

Pretocol for GLP AOAC U••Dillllion Method 
P1331 

Po;,: 4 of J 

VI. 5ludJ Paral'IHlll!~ lnalrpmuted by R"'8nm.e 

Number- orT1.i, Cornpr,siog 11M 5rudr - l fl T"51 f1411'Tast So,,bob,oo lot l'$f Tesr MiQ--sonisml 
C(w,,.rTYJ>i'-SloinleuSOlel ,._,,iq,find•r 
N....,~ of Co•••ot<t per T+st Subs10'1C• - 10 
T,i,st Sulnton.e form- Dilution R.equirwd (1:1 : lot. 1 patt SOenllk Uhro Oi1il'lh!ctant OeanerSolution 1 + 1 pott 

se.rlle1t Ulra .Adwolor $olvlic,, + 10 l"'rh 0.1uerJ 
lest Svlntan.:,e DJvent - -400 :: 10 PPM N:»,C ~lhelic Hard Wlffllr Sali,tio" 
Test T en'.1'<>1(11Uro - 20 :!: 19<: 
Cor.ll>c:! TTmo - 9 Min- :!! 5 mcands 
Organic- Soa lcod - 5 ~ O. l'!i I•...., ft!OI Bovine S.rvm (f85) 
N-.'1-c l ,r~,on Rroth- ~noley (Dl!J ~ IUl)llNlll..i.cf will, 0 .1" CQ!Qto .. 

l'ropased f•poriMffllol Stort D;le• 1?Jl/N2015 
1'1-oposod l:zp•nmenral J.,..minohon bole: 1?Jl.ll2015 

VIL Test Sp,em !Miaoo,ganmn 

Lisllu.-omono~ATCC 1Slll 

Vlll,MC!Wiab 

• f'<.re a 1flu,.. of 1h,, Toi •Y-'•m l....uoorgani,;mt 

• SJftic:ionl ~vol'llily ~lo 8 J: 1 ,n.., od. 6 :1: l ,nn id, 10 J: l n ,m lc"9lh. lypD 30-4 s,ainlt><s ,11:1.t pcrcc,,Gndcrc free 
<JI vr,ilalt' lk,~. For o 60 <Om•• i.::', cl 1,,,,., 611 '-" " '"'' " '" no:<"""'Y p..., ""tro<>·fila"""' ord "'1 cf product ,,...,d 
(60 test c:orr,e1'1, 6 1otulum c,;nlrol corr,.,,, ncul1<1'10G•,cn ~nlrol corriff, an: 2 'tiam'hl)' toNl•cl tam.,,), &~ 
car,i= may b" p,ep=d !,,., '"" " ' 11,,, :lud),. 

• Sufficl.,.,t ""lunu, of N:a0c:r.l grade 11'1 NoOH solll1ion. 
• S..ffi<ienl <tJl>Olily of rJean, ,19ti!t 100x15 mm ; t,').'~ l'•tri (f.,h••· 
• l,;.,"ltcie,t ..,.-;i,. of ~nle 9 cm ~otman 117 (oc- equ,.,..,fe,i) illte· papc, raurdo. 
• S.,9i,;iant q"°"'ity cl 20 • i 50 mm 1""1 rube. cM1a.ning 10 rnl ota,i&, AOl>C Symhatic llro1h or HL•Jianl Broll> 

• Sir.Sae,! qt,anlity of "'°"'" petri ~ 
• Su"fic:iont wilumo of 11er;Jo le..,1 b,,.;,,o sONffl lor oddibon of artificial •=c. food lo mic:robt:I CL b rc if ap!'fooble-
• s..r,.;.,,,1 d w n, ole,,lo '25 1< 1CO ,.,m le:.1 lvb~ 

• Su~ie,t ,1<:, Je tub,-, containing,,.,..,. phc,spha-e-bvlfered, " •• lor dilu4oon of mitro'laal su,pen.,ons prio· lo 
pla~ng. 
Sullic:iCllt r.umbe< ar,d ,'Clume of~ P,mi 11Jsho• an:, s-.erde Tryp1ic ~y lvJ,ar or 01har oppro;ria!C g,OW!h 09"r 
!Qr ~ume,.,lion cl d l11ted n <tobinl >i••f>'H'dio 
Suofr.c1,t11I rr,mb..- ol , S ,< 1 SO mrn lost •.it, ... (ont:urut1g IO ml ••enJe ,,,tu;,,11,,,., n.....,aftt<1t,on b<olh 

Two or mono bent"""' tromfe, hoob of <J lyFe hol c,an l:e fkrn-4•:t.rtl1:r.e:o quo«lr ~ are s1rorg enc:,,,11h lo I.. · 
ou_fforl 11'.c ,-~hi o! o perocylindor du,in, tron::lor 'ro:n or,o :itbo lo ,ho naxt. 

,\11tnuuol,,,01Tcw l.oln,,olet•th • 130. v,• t,J !al 91.il. • t...nd Ro&. Tun 186a1 • 1512) ~IC>-8378 
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Study ID: GLPl 290 Client: Sterilex Corporation Protocol Number: Pl 331 

PROTOCOL 

A•••• 

ANTIMICRtllBIAL .:.-. ...,. .. 
TEST LABORATORIES 

Protoa:>I for GlP AOAC lh11-Diutlon Mlllhod 
P1331 

• Bwt~wn bur11cr, mlCfC~oJo~I in:-:nwcrlor, ot nucro•to,ch oi ta.l'f.l'Op1 JC!.(f to ~•wr~ ropd ond com~f@ie ftomt:,,o-
:.1crilizatioll DI m,n:;ie, hoclt:i. 

• 5.,fr.cionr quon,iiy of mlcroPf11G11 .. anci app,opriatlly sized :a1cnla 1Tiaapipc11<: ni:,:. 

• .....,l<lma~c FiFC11ol t'l'iprt-Ad or sm,Jar) ond • ..,,. ioin •i- of slor,le •••u"'91<CJl l'<l'"" 
• T11erm"'-'Nl!At l'or wbmor.:io~ in an oqulibro:od 1>::<l lubc ,o ir.o.coto lhe 1111"1111""''\J"' c,f 1bt ,csr sub<lantll .clurir,g 

the le-ti) . 

• l11cubolor a,poble o! l>Jst;:nr.,g ~mpe,olure• of 3 6:t l"C 
forcopc. 

• il.wroprr.:•• """'"'~ ol 9)\li .-,t•onol. 
• Woro inocul:r:"'il IDO,> 14mm idl 
• Suflitier~ nur'llb•• ,,r PM! lvbe f~c~, . 
• Sanica1or. 
• <A<ff..,:$ wrell,lit QOo.-1. 

• Cenifie-:l' d,;ito! mer. 
• Woror Bolh a,poblc ol moi•foino119 !he approoriore fc<t ferr.;,c,10•,m. 

IX. P,ocedur. 

~mtiao of AOAC arndic:£ bard wgtg ::m\,hoo 

f,cm oach 1000 ml of .tor~• RO w<r.er jas moo,urad by \ l ~•mc,tric l1oskl, a wlum~ aq""I to ·he, !obi vafumtt of 
>-1:)AC h<1rd -.Ol~r reogenli ad&ld in riw. Jlepi belo-"' i• ,...,..,.lld by u,rclo9ica l pipana. for cucmplo, lf '4 ml of 
salulicm • 1• ol'l<i 4 ml of -,lut,.,,. "2" o"1 lo lo. tJddod. dM• 8 ml of c!tnlq wolor "''"°""'J. 
I"" conce-nlrvl1on in l'Pt.1 .. 1 hon/ •:>I•• 1:, be ,n3d'~ ;, d""ided by 100 lh,,1 :, 1'>e •olvm9. •A .,.1, of .IIOAC hot-d 
wafar solutions • t • and ~2• 1ha! will l:e needed lo n-al<e I CCCn-J ol l:ard '1<01er. 

• Do,od on 1ho calwb•l:,n obawe, an apprapriaro ,..iume of M:)AC o:,luhon • 1 • i, added 10 lhe slorile M:Jtc· , an:1 
m•••d 

• Th@ app<oprial• Y0/1.,n,e of jQlvrioll --a• 1h<ln oddoo ond mucod. 
• A-."""'"""""' .... lurne c4 tlte >'lfrlh•hc ~.a,d - i> ......... d o,rd t,ha led. II 11ou11w,v. lh~ >oluho11 mur 1-.. 

dilured ,.;~ ste,3o wotcr or aupmfflled w.Jh equ:,I pen, :oltr-t<>11 •1• and •:z• 1o cchieve lhe sfvdt· spomor 
r,equAS1ad hord waklt ,..,., In anr cou, rno hon! wa!ICr c.ono:rero!IOn d !he final solullan " 10 be dclmN-'led by 
htro~ and roccrdad. 

~IPJiliMf.Tual•;:IIUI~ 

• /lJf 1$<t lvbol; '1IOI ,,ill nx••"" t.m wbs'-lnco ""' lhor:x1ghly clcar"'d and i:,,om ste:it:ed prio< 1o ,nc. 
le1t wbstor,;ie ,, pre.;:o,ed 11,·d duton II: 1:10) hr lh11-e:ldi~- of 1 port al Stttiiu Ultra Disinfer.tnnt Cloo•••· 
5ocl<Aion 1 '" 1 ~art 1>l$1erile,, Ullro Ad"-alct Sol~ to 10part. AO~C Srllll:,,lie Hord Wot,.. 
10 ml of fhi, p,cpa,e:i 1c,sf .wbsian:,e is rrans'erml if( ftfflc d .. posable serc,~gic.:J p,~. DI orner rtoelns <n 
opproprialra,, • o oach :?S x lCO mm 1All lube dc>i9n:1·ed for 1h01 purpa,o, an,; cqu~il,,o!cd \'o tast <cmpcrolvre lor 
:: 10 minu~ p,,or to inlfiol ing ,,..ring ar,ocordi•g tmt subs1onco :amporoluro 

Page 28 of 36 
Antimicrobial Test Laboratories • 1304 W. Industrial Blvd. • Round Rock, Texas 78681 • (512) 310-8378 

• 

• 

• 



• 

• 

• 

Study ID: GLPl 290 Client: Sterilex Corporation Protocol Number: Pl 331 

PROTOCOL 

ANTIMICRt.ltBIAL , ..... .,. 
TEST LABORATORIES 

Protocol for GLP AOM:. U•-Diluiian Method 
Pl33I 

• 8dr¢<e lho 19-.1 ~AJisM, ""'8 fllbcvl1ure/noul1oli{cdtQn 10:;1 l\,be, 11re P,<>fl(1r«I by clo"'•"!I. follo...,(11,r ,i,.. ,,. ldrloon ol 
I0 ml of or. oppopri..i, n,bo.,lture n""lr<lhirlJ r.n,dium and •t•a.m stetilin,:s prior lo uoe. 

fu:::.al.QliM of Jo;;t C,;,m·eci 

• 80/«,a she •~. r.ltan ,11tinkls~ '111~1 mni9,. a,,; ~~e:f in fra1h 1 M NcOl'I ior al lto$1 I t hO<Jl'i 
• Carriers ore i~ouvhlv k n:;ed v,n9 multiple lop-wDter n r:.:JC: foffowed ~ a d.:l,.1ble "10 ware:r rime • 

• A.n o':quot of ,;ma .,,.,., froin rh4 u,ol q;o "'"'~ ,;,,,o ;, ~ ct•d, and ..,; •• 11.,;ii, ,._, dmp• phonalpt,1r..ol$" If 
ulkalmrl,- is obs~«J Jr.nse •a1ec- hNtf5 pink! tl.e carrren artt re~rinre:f c..n alkolir-.ty rs: n:, lo~, obsl!tYfd _ 

• Cornen: ara- datributed 1.,ra 0:1 c Jtprop, ~-~ aulodcn.-abfe -cc:nlolncr. ca.-cred wirh cotO.,i:.ad er rever:.c o~mmi~ 
.. as., o.sd oloam stari~>Cd. 

• Co11 i11<• cu9 o .,.J lo <ool to rQQ,,.. •-~,qtv,~ pnQr IQ., .. .,. 11,. >lwy 
• 1'•10, lo v,e in th& wdy, 00fril!t'S ar• abo!<Yecl for •1_, and fb-,l cOT..-crt ere diooarded. 

• A Ila~- oull\Jle c>Hl!.E! httt ''""OOtll<>"1"' ., ,.,..,,.,d !10,n !he 1mc1ol,,al l,b,c:y r.o,,.r 1,,"<:ck ~vhv,. ,n 10 ,.,, /.OAC 
Synlha,c llrad1 or Nwiant lkelh. This culr.,o i: inl>,b1:11ad for 2<1 "- 2 hour. 01 36 i l"C. 

• Subl.Q<I.JCnl dclily lrans!,:,r.: {.::Sf ar<> modo by rran-.forrin; 0.ClC ml of 1he moil rec1n1 do~~ 1rottdor "'""'" "'·"' 10 
n,I AOAC Synlhf !><: 8,oth or Nuhl.,nt ISro,li c·,cJ mculxsr,,d for :l◄ :t 2 he,,,. ot 36 ::,. 1 'C. Orly""" d:,,ly lronok-, I~ 
requi11:cl ;:nor 1o 1n1liotoor. of the f,r.:il 1,.,1 culture. 

• ,.1c:;1 OJ11ure u soi:Jo,cd by traruf.:rrir,g 0.010 a,I o! lhc mo-..r r0<cnt cl,oly1rono!,,- e11Jruro fr,10 an "f>P"'priale 
ru,.,,i,,., of l,r,;I 1nb..-:, each co•toirnr,g 10 Ml AO..\C Syn!l,9!~ 9ro1n or N-aho11,~ Aoolh and 10<ul,oi.d !or 413-54 
hOL'tS 01 36·• 1 'C 

• Tet c:ultv,., arc~• n11ncl end ollo...,d 10 slond <II ro= "'"'""''"'""' fc:r ~ 10 minuks 
• Ramovo 1hc: upper ponior, of tho -ri,.o;j ••~-,~si, lacwir,g boh nd o~y ddlri• "' dumps, ond pocl in on opp,cpriale 

ve-.1@1(,) 

• For 1he ;,urp::s• of cn:h.,. ,ng '""'"" count. wothin lhe rcr g,, of 1~.., -.tu:!y, davhcn o· ccncenlro~on of the fim,J 1.-,1 
cuhu . ..., moy bo parlomr9,f u:ing !he> culruro medium uoad lo gonor::.,o lho lost ~Jlruro. Monip~lotion of !ho tini:al rc:r 
cullvrc ohould bot moclo p, ior to Iha oddilion ol lh• C<QOOI~ ~il lood Monip.,lara<f lq:;1 c.uhur~ arc u:.ad w~h,n 30 
minut~ fer -co · r inoculolion. 

• Thowlld. u.,,ola f<>l<1l b°""'" '°'""' is no!d.d to t.he pooll>d tosl cai!un, wcl'> 11,,,1 It-.> fonal con<A1n:rat.>0n , 5 .0 ;!. 

0 !'I. i./vl ,I ;,µ,:l,cobt.. 

• n,., rest wllure-:,;,~ nnc1,,,e ts swnkd g,,-,~y lo rn,x, 
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f'oge 1 "413 

Ditian:zezf/rir,~o o:mosiG water is cspirol~ from Mc cor.•~1ner ca1i'Otnrr~ lhe prepared c:>ruen \l'SfOJ o shwi~ 
M«::loo,~t p/pet 
The le~ cs c !, odd,,~ Iv 1h,, dru11....I ·~>+I con1;,.,;,,!I ti,~ pflntt;yl,nd..,., wch 1h01 oll C.;n""'!ro 019 compl«t. 
submargad in lho :.o.i Q.itJTC fo,. ~·oifcrm ,a...,,age ~ppoxirn0tcly I ml -of cvllure ;~ car "'rl . 

The 1u1 ctk,.,c of'lti pen&:,1:ndena ""' ~ ID ll!lond far 5 : 2 minuoes at ream 1emporatvre. 

• Mer IS : 2 r.oin"'9, ha•e .lopsec!, he c h;-,e is ~i,ulocl ,-.,,d ~n;cy,n:1ierc are f'IMQ.,.d f,.,.., lh• ""'1lainar 
o,:tp~colly using a ...,.Jo "'"' hook (carriers "'"Y be lapped or ,hai,;en prior lo rem0r.1l to ,cmo-,e .,..,.,., c e) 
ond .,,. plow, r.o more :hon 12 cameis ,o a di'"'>- on .teri~ dou!:te fJ1er jlOpet'• ed. sterile l"etrt dis~.c.i . C'arrien 
or.i place~ <'" .....i, -nJy •paood in tho dirh, ,;uch lhat 1ilcry co n"" touch o.,o arw:her. If or~· comers foll over. 
!hey or• o.-,,o.rc!r.l f,em u,e in th• 1os1. 
Loaded p,.,_ dnhn ore ce·,.,.4'd .,,.J Qllo,,,,e:j to dr1 r,nol dry:119 cosd,hons w'.!l bo rocortlod and d•loilod in lhc, 

fine,!~. 
fno<vln1ed <;onr. oro "°"d Wlffiit\ 2 hour.a of r:',yine. 

Emo:azrr pf CRtrim to Tr,t Subs!om:e 

ln<>a.Jlaled eaNiMI an>trormcrred, \1$ir4 oBa,r.c.,,,.,rilitt!d ..,;,,. """"- .,,,. mrne, to eo:t. 2S x 100 "'"' '1!!.1 IUlw 
ccnlo,ning 10 n ,I '-! sub;tc,n(-e, m app""f"iol• jn141,.,als lo c,rr.:urc cor~ful and o.ap1ic handling. bary<lf'.cmpl is 
mo~ lo tn,ore •,c1 comtri or• "°' olto,,.ed to lcuch Iha >idu al the ,m tubo during; !hit step. I' o cantomina-.ad 
pen•=-,lindcr loJd,,,s lht :sidn of the ft!! tulie cc,ng ,I'll<> 11-.e ,.,,t whstM<e, th.., stw, C<>rt,tlj)ond.ng "'~ tuba i< 
r,o.-.:d. 

• Tubos c<>nlDining 1a<.1 o,l>c1ona, and ""''"" ore ,;;emit ....,:fo:f then ;;laced 1:ack ,. the.,.,.,..,, liolh l<,r the <lvroln>r. 

of 11,e cort1o<t ""'"'· 
• Mer ,i,., cor.o:act lime ~ .och cotne, lwJ ♦IQl>'<)(I, 'i'C'Ch conia, " ,~mo,..d ln>m 1h9 ""-1 su""1onco u,;ng o ilamc,. 

mirilited ,.ire hcak. Corri= rr.ay tc topped ,,, 1he k:..,e,, th11<! ol lhil !ub♦ lo '""'°'-e e.c.ce,s 1'!518'/b~l01,ce wrliolo 
aro then troMlcrred ,o a 1...i 1u!:c, c:>n...,inin9 10 ml of the cpp,op, .::11 w!><.uhuu,/m,u1roliza1it>'t m•dium, web lht>l 
it "' c.omi,lo:cly oubmc"ged. II o traolcd pcniqt'x!dcr lo•-ch"" lhc, sidc,s c' lhc,1""1-:ube pc<ng ir.:O the !c,:, o;ib"1Qnc.-. 
thtn the C<>flespono .. ,g ~= tuba "' noted .. 

• Tto>I M,., ,o~, e ra •IIO~otl\ ood then il>f:,,balod for ◄4 :: ~ hcun C136-'- l 'C. 
• Aller ,r.wbo~cn, th,, r.uml,e, of lest 1..bu >-\ ow,r!J I>'~ d ,o,;omoc! obng w.11, !ho numb<lr not ,how.ng g rowlh. 

fo1!'11l!!!:t>lio1'.ol.l~ Corxicn 

• Following tho concl,""'" C me dry time, c.:irricr.r on, O>O")-ed to ....... ,.., of thtu; O~ "'' l,ffl,mdio1dy p:,,,, lo 
~"9 ti,. ... ,. Qn(i Ql\O ~ irnmooat9ly folla .. ina '"" IOGI. Each corrio, o< uan:.!amxl :ndMduoUy lo a 
wbt'Jlt,.,re/t'4'vtr<>l;,ntion 1$<1 ~,be. 

• 1ht.e '-IP tubu ore J>k,co<l :,. o htol<..,, liflo,d .,,11> wo1ar 10 rho lave! ol l"luid 1ho ·..be•, c.,d ncld by h:md "' <> 
son,~ ,o d>ot th~ be<:'«~t bott:m d<>'s net toa-<h llw boll.om of 1!,,;, "9'1icok>r on4 o" 3 liq-.,d lt•tl• on~ 
01'i'rDXimo1ely eq•oi. or.d ,onitc:ied Fa.: 1 '"'""'"' .,. s , e <'O<ldl , lrn\t<l wilh O c-ert;ftlld cl/1J1IOl l/mt1< 
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• ...~ .. ,on,c,,t,ot1, lhe 18$I ,_,i:,~ ()(9 pcoled ror ~ """of "''" C<><ri9rs, '4!f11)llr difo,lle(I "'$I&., PBS and pl010d ., 
dui:,lioaie whhin 2 1,o.,,. a ,c,.,icotion usw,,1 m,dord clilut,o, o:-d i,lo•~ 1ecl-.niqun 

• Enume.ahan pl.,,.., arc in.."'\lbate<I for ,11 :: 2 hovn ~curs a· J6 l 'C. 

• Th• ""rr.ber af microorgon,sm; ptll'"""'I on mo =ricrs aflor dry 119 is c!oi•rm,nod ••~ Iha iollowin9 iorm,lo, 
,nd..Jong counl,J of ·o: an,! 6Ck.d,ng doluhom "'" c.,unt, or •:.JC()' CF'J - Co\.-.,,,. Fcm---1'1! 1.h ol:s 

UCf-11,'i,·I) X 10? • CFIJIC<)m.,, 

t-!c:vuahclion Con1r.ol 

A ,1,t,il;j ••••l<X\11(119(1 <.leln'•@f ,, ltnnsf(lueJ to" •~t lob<! comou•nD 10 1t1I o · lh1' '"'' ••-~or.(;; M•r 11-,e •pecdiod 
conlo::- fime hen c:lopsed, Jh., ,,~mer o, tran:!rrred t:, a sul:aA!LMV'n..utrolaaban btolh ,est lube, ,..,lt,:,uJ dk,o,;MII 
oce:,: Ouii! IO d"0U1 a'I d l:le comer. 

• Ahar '"'"""''· the .... lobe •• • OOJIO~ with I 0.. 100 CFU ol ''"' rr croo,go,,is.m (obtoinod D'/ scnol mllill<ln ;,, 1es: 
ond in,'11bo11!<1 o '<:"IJ .. ,1h tl,e other 1.,.1 ...,be$ 

• Tlte ,n.,...vlum,. s,laled ;,, di,i:locale lo ••rofy 1h~ l'M'llb.!( ol CFU odded cod ncul,ol1o:I alorg•Kfe t',,; I~ 

Oo•e 10 twe •10<..,lt.lcd 1911 comtrs or@ i:loc•d "' u'C! ,,.du:n whr:-,llllre/r,avlr ~roho11 brc,tl, I\Jbe• and in<;ube~ 
alongside 1-.e ,Cl~ 

Corrie,· ~b:rtlrtt Ccntml 

A :,mile U..'linocu.~ e:1 m.cr i~ added too ta..-t•ube cor.:omin; wbcL ·tJ,e/nav1r::1.1i?otion broth an; it. i,:r.,bated 
olon;;1•d• 1,",ll!(J come-• 

A loopful of JI,.- 1.,1 tullu·e "'""' on lht> t"vdy ,.. ,.,i, 11,r.-d lo gro"41, 011,,0 ml!<l'..,m ond o,cubot«I al<>ng,._ 
cr1.1mcr<non ~!ates lo morp~.:,1,,gicclly co.,Fatm pre,ence d. a P<H• C"Jllu~ 

.._..i...,Juol>ol T0>1 Leoaroto.;e, • 3°' 'J/ hdus1rial 81.d • Ro•n<i P.odc, r.,,., 786! l • i:,12;. 31t 8378 
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Pog•7ef IJ 

• Ar, aliquot d. ,o~ •• plated to olerilc 9"""" mcclium and 1nC<1bolcd 01c<19,idc c,11mcro1;an plalo<: 10 ,..,;1y-<1.,.,~-., at 
1r,,g ~n't of rest I oi,plito~. 

Ar, ar..,.a, "4 PBS io ad.:!c:d » ::.:rile 9row1h m::wrn ard inc:ub::-md alongsido cnMmc~io" plo:c. lo ...,,,iy :.1ormry 
<>t lM 1im• ol ,.u. 
A plt,1'! (Or>l(>ining orly g,owlh n,ed,urn u1ed ir: rh;urudy i> ;,,o.,hot•d olnno,ide ..,.,...,.,.,.,,,on plote> to ..,, :ry 
s1erJir( a1 the: tin-.e of~-

tonWon of Tuber; Red foL'OlCm1ioa ord Cor:rol Piotc:. 

Cricmafan a~ br:i-rtc t ctbc, fQ ·Pedog lncrtP!?ao 

• H rTUl~plo tuba, damonstrolo grow,h, ;.,,'Z~ of tho,;o 111bo1 oro cor,lirmcd r.ct lo r.o a iv.ult o i co•~t"'n by 
pl(Jling 011 ttr6'w'!h 1n.i.l1t1, ')' c,1fit r o1olyiia ~ oi>.:i<o1J1:01e 

col\lirmolol)· pl:>te, ore .,,,vbolt-d lo, 18-2• h,,..-, at 36 T l-C. 

Cooticma1i99 of ~l'WA'l tubn f:91l9:r,in;,Jncu!>otioo 

Nole· 0,.15,,t,a/.io,t ci1"1()0/{.,g tvbM ,, ~Mdv~ "' Ifie -:ii ~J <> -spe<,i,,~ w lwJ//,,r• .,.,.,1,r,!m,..,,, ,..,.,,i,a, ,.,do 
a, 0t!,-/£t111/r, brol/,, " in~d w/,,'d, .,,Yr' nor ,I,,,., /v.•!>«J,"IT, 

• Ii an 1V!:o:s dcmon:.1ro1a no growth, 2 201.o! ,o:c tvbo,; ore <10nt'<rncd by plalin9 on 9tawthm""o, o, olhctr 
0no ¥,'<1 a• appro~riCJIO. 

• AA con!:rn,#•ory plci.s ore ,ncvoot-'CI fer l8-2◄ ho..,,~ ot 36 "' t ·r:. 

)l s.,...,. Cmorica 

• The, experinental su:xme (oontrol:j cntcno loUow: 

• flle l'Kt ~accrso:nism tnus1 detn0n:itrchtc ~ fag dWH:ily of cat t.ojl 4 .0 r.or'44$)0t~ 'lQ too 9€1(,,_,.1',c 
..-11 cfel\1oly of l X 10' CrU/C.0,,,er 

• n,e \IJb..""ltv,11t/nev'!ral ,ahon ~.,iHry a,ntrol l<olt tub, , M"l!Olr"' fer grawlh. 
• The c;;mer :lenl,tya,ntrol ,m 1ub• is negar;,, .. far g,,ow1t, . 
.t- Tho vi:hilt~ 9r.:,,,.,t.."'I oontrol 1M.1 h.Jbo(,:) ara OO"-'tivo fo, grawth 
"' Th• nau•raJ 1ultQn ( oflird a:.1bf';Ulf\11~/nevk;lat1l11Qn •• ._, lvht pcask-"f!l itn uro..,t .. 

• 1 h.- ll4!U"-1<1I ,oho,, co"170f inocul,m d..,,,cnsfratn lo. l 00 CKJ 

....,,r.;,;n,b..,IT•'1 l......_.__ • 1304 W ln<¼.,,m'o.11..J • lo•nd lio,;;k, T.,.,. 73681 • (51213 10,8378 
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fap• 10 of 13 

• Thi, •,o,1• ,te,a,ly c0mrol is neqoti•• for 11•~ if appkabl• 
• Tho n"Cdia ~l:,Y oontJalo ara na;iob·;c fer ~IOW"n 

• i(lo1~r,g pvtdon<ll' , .. a~ ... k-;:l,on 1o11.,.,, 
• \.Vl-.Gn a tCJt foll:. ard' lhc Jog, r, -:lc:n;ity c•lhc tC':il corricr, i:i bdow .C.O, M ra-c1tin19 •~nece:naf)'. 

RcHuh: ""' MpO<tcd ac,:,Jraldv cm! ◄ f, 1n accordance w:l. EPA CLP f<IO CFR Part l 60J. A draft r"l'or1 .,..11 I,,, 
pn>1od'ld far,.,,..,.,. by lhA Study S.,an,or prior '6 -,.Jdy complarion . 

XII, Dalo and Sample IWw!~an 

• lh. .:\Id( report ond corn:·,pcndirg :loh sh...,t, w Ube htld ,n !h" OTC~-"'C'l of Ain-,,.,croLial I l;;l,o.,,10,.,, lo, al 
lam.I l ~"S oflartha d014 al tho tir.ol rapo,t ondlhc,, 1111,fblo d""""rtd, H :no "1ady io uso:i by the Srudy Spo""°' 
in <-uppotl al o labol riodn, docun,1n1Dt;on may bo ralurncd 10 "'4 Sls<l1 lipcMOr lor orchn,"'9 at S.'\J«I,, Sooruor'• 
totpt11)& 

• 11,,. t...t ,v::.tance may b.. ,..turnr.l lo ,I,., St.<11 Spon:,o, of 5'udy Spc,nsor', ••q,,.,;I o,d •~cr:ff w fl-.11 30 ~ of 
.:cdy complation. tho Yud7 Sponsor doer. nol n,qucn retum of 1hc ,ompla, it w,« bo dc:!roycd >JO dtl)" af:o!t 
i:tudy complahon. 

Xiii. Quolily Conlrdl 

I h" s:,,dy i: cordu:.it!tl on actord.int• w:I, An111111crub T t,11 laboru10,,..,• Quul,ty M3n(luemitnl Syi,er, and ... 11 
urdcrgo o fuN qualify ammmce """""'· All p,01.,..,I cmer..:!.,,an1,:w.N be fully r«lOrded and =orte,;, o, ... 11 0, 
any rlc,..,.....,_,. from Iha prcracol. 

• •"'=00atoon of Oilic10I Ar-<Jlyt,cof (.1,cm-,t,,, lr'ern;>1,onal • ,O,OAC Offic,aJ ,M,.,J.cd f/55. IS. T..,t,,,;i 0.,,nfcctonlJ 
l,goinlf Slop/1:,{oc«wS """""· 11.a,faad 2013. 

• V~ E?A Pro,:j.,ct Parro,m~ f•u G, . .ctal,n.ot OCS~P Bl0.2200. o;,:i,,l•clonlt h>r Uoo o., ~..ard S..-iao,: ,. Hicocy 
OGta Recomnoe,dolio1,s 

'1, Iha si..:,y ~o•oor, J.to,. ,er,:; or.d ,md,r.;1..,,d 11-.c 51,<dy p,olocol 8y "'il"'"ll lh,: prv.:,ool I am c:ert,fy,ng thc,I ri,,, 
lnfarmalion ar,d p: rarr,ct,,r, ac<>,rotdy cicscribe 11-c tcrµ) lo be completed In aceo1dC1n1JC ,.;rl, Good taboraoc:r, 
i>rodiat Srar,=rd• (GlPSJ s1ipulc1ed by .40 CFI 160. 1 ho.., oloo rood, 0'1dor"10r.d and agreer lo the t,,rm, ard 
co"",trtons. lirtod ,n tl'tCI p,01o..:c t. "' 

Ht\i'IIKfOh<olTCS> lc\,enlctics • 1304 W INl•striol N.od • 116v"' Rode.--· 1116B i • 1s12131<1 9378 
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<-:.a. 

l'Tu.~ , .. ~ (J .. ,llb- \~:fK.r1,j114' ·• """r.~1:-.n:-~ .. W-L""l ,Ut l "fl k. l!.IJ u. r,.ii~•.,(4 ... u.c 
l.,Jt..,,u..: , to, Ii::, it~.J)' ...:"1,1111k:1 :S tl lQ .(u . 

N.lfQ; ~u:nfn ', 1\;,ll I li4M 1 • ::. ..... • ...., .,.,,i I 
(,., '!-4 .. ,(~ ·"ti .. ," 
L.lsk: ., f" Aruly,.1• M1tM t •l. !(•I \ 

J.t tk., 

-fl...:... ----~ 
Fi,:;1 ,. _,\ •~r-: 
S'L.Jy l>h, .. ~Nlf 

r;:,........, L1~,r..,1-tl • "-, 'b..,. 
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l'ogc l3 af 13 

... "j..l,,,.., AA ...... A ..... .. , • .,., ... ... . ..... ... ,_ ... . .......... . --r--..-- - ,w,,o 

1.a.;, .u.,.,1~ .. .,_~\ u1s,h{(t.1u.,i;, I U. <:\1~ ;11:mr....,. w Jth•l'J. t .f \ ,. Jtt, .· i'lt.r,ttlnt t ·M•1 
f -11~1mtx 1 t<-S.. 1,,_._. ~ .~,. t'lo- ,.1ntf9<".t \X J t')..<11 

·•J.,-o. . !,u::· i::t.1~ , •.. ill.I ltH-1 11 ' t.."l.,I' I.~,•!•~. ,,.,....- l 
u ,: 1•1.111~'t.e.:-, t'\~H .. :",ti. 
H»,· e!' A, ,..l-,, 1• · t.cud~ •, li•t ~ 

~11,:- :. "'-·· . •~:v.:.,._ ~ .... , 
'!-11r.1} 1)tr-z'-~ 
(.'" ,q f,..h.u••• ..... '-'. la.: 
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